Transposon mutant screen. We used an ordered 10,100 transposon mutant library of Mtb H37Rv made with the mariner based transposon MycoMarT7 as described (1). The library was stored at -80 ºC in 15% glycerol. To remove glycerol, each mutant was passaged twice through 7H9 medium containing no carbon source. Subsequently, each transposon mutant was exposed to a medium designed to prevent replication without reducing the number of colony forming units: modified Sauton's based medium containing KH 2 PO 4 (0.5 g/L), MgSO 4 .7H2O (0.5 g/L), ZnSO 4 (1 mg/L), ferric ammonium citrate (50 mg/L), supplemented with either butyrate or isobutyrate (0.05%), NaNO 2 (0.5 mM), NH 4 Cl (0.1%), BSA (0.5%), NaCl (0.085%), and tyloxapol (0.02%).
turbidity was measured at 580 nm. Those mutants that failed to recover were selected for further analysis and assessed for viability in repeat experiments by colony forming units (CFU). Early-mid log phase Mtb was washed once in the non-replication medium containing butyrate and centrifuged at 120 g to remove clumps. The single cell suspension (SCS) was adjusted to an OD of 0.05 and incubated for 1 week at 1% O 2 and 5% CO 2 . Prior to exposure, an aliquot was serially diluted in 7H9 and plated for CFU on 7H11 agar, representing 'input' of each strain. After the one week exposure, strains were serially diluted and plated on 7H11 agar. CFUs were counted after 3 weeks of incubation at 37 ºC.
To identify to which stress(es) which each mutant was susceptible, butyrate was replaced with glycerol (0.05%), NaNO 2 was omitted from the medium and the foregoing experiment was repeated with 0, 0.5 mM or 1.5 mM NaNO 2 with 1% or 21% O 2 .
To identify the site of transposon insertion, clones were grown to OD 1.0 and DNA isolated. The DNA was digested overnight with BamHI, an enzyme that cuts frequently in the Mtb genome but does not digest within the Himar transposon. BamHI digested DNA was purified by sequential phenol:chloroform and chloroform extractions and self ligated using high concentration T4 DNA ligase (NEB). Ligated DNA was transformed into E.coli pir-1l containing a helper plasmid. Transformants were selected on kanamycin LB agar plates and plasmids were sequenced.
Gel mobility shift. UV-irradiated plasmid DNA (25 nM) was incubated with the protein(s) under study for 10 min at 37 °C in reaction mixtures (15 µL) with buffer containing 25 mM HEPES (pH 7.5), 10 mM MgCl 2, 2 mM ATP and 1 mM DTT.
Glutaraldehyde was then added to a final concentration of 0.2%, incubation continued for 10 min to cross-link protein-DNA complexes, and Tris-HCl (pH 8.0) added to a final concentration of 120 mM to quench the cross-linking reaction. Products were resolved by electrophoresis on 1% agarose gels at 4 °C. Gels were stained with ethidium bromide, images acquired with a Gel Doc (BioRad Laboratories) documentation system. The data on each plate were standardized by subtracting from the value for each well, the value for the mean of all compound-containing wells on the plate and dividing the remainder by 1 SD of the values on the plate, creating an inhibitor-associated delta. The inhibitor-associated delta for wells exposed to UV was subtracted from the corresponding value for wells containing the same compound but not exposed to UV, creating a set of "net values". We considered an inhibitor a candidate-active compound if its "net value" was greater than 3 SD from the mean of "net values" for the inhibitors on the same plate.
Sensitivity of
Candidate-actives were cherry picked and re-tested. Either 0 mM, 0.5 mM or 1.5mM NaNO 2 at pH 4.5 was added to each suspensiion. Cells were incubated at 1% O 2 for one week, serially diluted and plated for CFU on 7H11 agar.
Supplemental Figure Legends
CFUs were counted after 3 weeks of incubation at 37 °C. Data are means ± SD from 3 independent experiments. 
